Cell speed is independent of matrix elasticity before blebbistatin but, for the first 2 h after treatment, shows a hyperbolic dependence with a transition elasticity, E m . At longer times after treatment, cell speed recovers back to untreated levels. The blue curve is the best fit hyperbola through the data for acute treatment with blebbistatin. (B) MSC migration just as blebbistatin has been added. On 1 kPa, cells elongate and do not move nucleus, whereas on 34 kPa, cells move nuclei and become dendritic. (ii) Cell morphology changes with blebbistatin from more spindle-like on soft matrix (only) at <2 h to dendritic by 6 h (just 2 h for stiff matrix), with F-actin and MTs filling the protrusions. (iii) Cell circularity decreases exponentially over time with a dependence on blebbistatin dose. (inset plot) Dose-dependent rate constant for cell circularity fit to saturable kinetics with an assumed K m ≈ 5 µM for blebbistatin interactions with MII (Limouze et al., 2004) . Points are derived from the time constants of the curve fits. The fit is thus a check of consistency and yields a Hill coefficient = 3 (R 2 > 0.95). Means ± SEM for n ≥ 12 cells per data point among three separate experiments. Bars, 50 µm. Figure S5 . The effect of MIIA mutant transfections on cell spreading and endogenous pS1943. (A) Cells transfected with S1943A spread more on soft matrix than MIIA WT or S1943D, whereas S1943D spread slightly more on stiff matrix at 1 d, although in additional observations, this area difference is time dependent. (B) MSCs on glass were transiently transfected with MIIA WT, S1943A, or S1943D and then, after 1 d, were immunostained for endogenous pS1943. Error bars are SEMs among three separate experiments. au, arbitrary unit.
